The detection of indole has served as an analytical tool for the bacteriologist since its differential capabilities were discovered by Kitasato (3) in 1889. The test has undergone several modifications of both the medium on which the organism is grown and the method by which the metabolite is extracted. The procedure used in this laboratory for the detection of indole production by nonmembers of the family Enterobacteriaceae is the Ehrlich modification (2) which requires the use of xylene.
Because of the potential hazards related to xylene and the special disposal requirements outlined in All cultures used in this study, except the control organisms, were received from various laboratories throughout the state of Pennsylvania for bacteriological workup. Centers for Disease Control (CDC) group II j organisms served as the positive controls, and Flavobacterium odoratum cultures served as the negative controls. Each culture was inoculated into two tubes of heart infusion broth (1) (Difco Laboratories, Detroit, Mich.) and incubated at 35 to 37°C.
The organisms were tested for indole production 24 h after good growth was observed in the broth culture(s). One tube of the cultures was tested by adding approximately 1 ml of xylene, and the other was tested by adding approximately 1 ml of Hemo-De. All broth cultures were vigorously shaken to extract indole and then allowed to stand for 2 to 3 min. Approximately 0.5 ml of Ehrlich reagent was added down the side of each broth culture tube. The cultures were observed periodically up to 5 min for the formation of the characteristic pink to red.
Hemo-De compared favorably with xylene in its ability to extract indole (Table 1) . Complete agreement between the two extraction procedures was obtained for the following genera and groups (no. of isolates): Acinetobacter (1), Aeromonas (2), Agrobacterium (1) , Alcaligenes (1) , Bacillus (5), Cardiobacterium (2), Citrobacter (1), Clostridium (1), Corynebacterium (7), Escherichia (4), Flavobacterium (3), CDC groups lIf (3), IIj (2), DF-3 (1), and Ve-1 (1), Haemophilus (10), Lactobacillus (1), Pasteurella (13), Propionibacterium (1), Proteus (3), Providencia (3), Pseudomonas (7), Serratia (1), Vibrio (8), and Yersinia (17). Discordant results occurred with one strain each of Aeromonas spp. and Vibrio alginolyticus, which gave positive indole reactions only with Hemo-De. These positive reactions were considered to be true-positives because the organisms met the other biochemical and morphological diagnostic criteria of the identified organisms.
We showed that Hemo-De is a suitable substitute for xylene when the Ehrlich modification of the indole test is performed. This finding will not only eliminate a hazardous chemical from the bacteriology laboratory but will reduce the cost of the test. The cost of Hemo-De is approximately half that of xylene, and if the required documentation and special disposal procedures for hazardous wastes are followed, additional savings can be realized.
